, myod and msxc (all panels 10/10 except dlx5a/24hpe 8/10, raldh2/24hpe 8/10, myod/48hpe 8/10, number of experiments = 3). Uncut fish are shown to the right for comparison. (C) Live images of the tail after metamorphosis is complete (left panels) and Von Kossa stain showing the failure of the notochord to extend dorsally (right panels). In unoperated fish the uroneural and hypurals 3-5 form around and are attached to the notochord which grows dorsally as the adult tail forms. After excision these bones all form on the urostyle suggesting that the dorsal flexure of the notochord has not occurred (both operated and unoperated are 5/5, number of experiments = 2). Abbreviations: urostyle (ust), uroneural (uro) and hypural 1-5 (1-5). The activity of the Hedgehog pathway was monitored by in situ hybridisation for ptch1. Larvae were treated with GskXV at 12.5μM from 40-48hpa to activate the WNT/β-Catenin pathway. hs:dkk1b-GFP fish were heatshocked for three hours at 39°C at 28hpa and allowed to recover for 17 hours at 28.5°C to inhibit the Wnt/β-Catenin pathway. Larvae were treated with SU5402 at 15μM from 44-48hpf to inhibit the FGF pathway. Larvae were treated with 100 μM DEAB from 1-48hpa to block the RA pathway. Larvae were treated with RA at 2.5μM from 43.5-48hpf to activate the RA pathway (10/10 for all panels, number of experiments = 2).
A. 
Supplementary Figure 6. Hedgehog signalling does not play a crucial role in fin fold regeneration.
(A) Treatment with 20μM cyclopamine is sufficient to block regeneration and has a milder affect on fin fold excision. Regrowth was measured from images in Fiji/ImageJ software by placing a rectangle parallel to the body that started at the end of the notochord and finished at the caudal end of the fin fold (n = 7 for each sample, number of experiments = 2). (B) Neither ptch1 nor ihhb are noticeably upregulated following fin fold excision. Arrowheads indicate low levels of ptch1 expression in unoperated and fin fold excision larvae (10/10 for each sample except for ihhb/tail excision 9/10, number of experiments = 2).
**** **** **** Supplementary Figure 7 . Wound-induced ptch1 expression is reduced at 24hpe after treatment with inhibitors. Quantification of staining shows that all treatments reduced the level of expression of ptch1. DPI (150μM) treatment started at 1 hour prior to wounding and ended at 1hpa, after which larvae were washed in E3 buffer and incubated until 6hpe. MCI186 (2mM) treatment started at 0hpe and ended at 3hpe. PP2 (20 μM) treatment started at 1 hour prior to wounding and ended at 6hpe. Nocodazole (10 μg/mL) treatment started at 0hpe. (DMSO n = 29, DPI n = 26, number of experiments = 2), (DMSO n = 31, PP2 n = 27, number of experiments = 2), (DMSO n = 30, nocodozol n = 38, N = 2). Statistics shown are unpaired t test two-tailed with **** indicating P < 0.0001. alone or in combination with GskXV. For DPI treatments, larvae were pre-treated for one hour prior to excision at 150μM concentration, then in 100μM for 5hpe. For PP2 treatments, larvae were pre-treated for thirty minutes prior to excision at 20μM concentration, then in 20μM for 3hpe. Larvae were then washed three times, incubated until 24hpe and treated with 10μM
GskXV from 24hpe to 32hpe. Control fish were treated with DPI or PP2 alone (as above), or with the solvent DMSO at 1.5% continuously or with 10μM GskXV alone from 24 to 32hpe. Larvae were fixed at 32hpe and processed for RNA in situ analysis with raldh2. Significance was determined using ordinary one-way ANOVA (non-parametric) with multiple comparisons and Sidak hypothesis. (DMSO n = 21, GskXV n = 12, PP2 n = 21, DPI n = 17, PP2/GskXV n = 17, DPI/GskXV n = 20, number of experiments = 2). Significance of **** indicates P = 0.0001 and ** indicates 0.0015. Fish were pretreated for two hours with DPI (150μM) or PP2 (20μM) at 28.5°C. Then fish were operated and incubated at 21°C with imaging taking place at twenty minutes post excision. Control fish were treated with 1.5% DMSO. Significance was determined using ordinary one-way ANOVA (non-parametric) with multiple comparisons and Sidak hypothesis testing. (unoperated n = 12, operated n = 16, operated DPI n = 11, operated PP2 n = 12, number of experiments = 3). **** indicates P < 0.0001. 
